colour production at 45°. The solution finally travels to a 10 mm. flow cell in the colorimeter where the transmission is measured at 630 mu, using an appropriate red filter. Cholesterol standards, ranging from 100 to 400 mg. per 100 mI., were prepared in glacial acetic acid. A comparison of the results of 100 sera covering the range 100 to 500 mg. cholesterol per 100 mI. estimated by the Bloor and automated method showed a regression line:
where x represents the Bloor and y the automated method. The difference in these two sets of results can be attributed mainly to the presence of water in the serum and its absence from the standard solutions.
A correction could be made in one of the following ways :-(I) By the use of standard sera or stabilised aqueous cholesterol colloids. (2) By the substitution of suitably diluted acetic acid for the glacial reagent during aspiration of the standards or by using a double sampliing tray with paired water and solvent cups for both standards and sera.
(3) By using the regression line given above.
(4) By adjusting the cholesterol content of the standards to compensate for the colour depression in serum samples.
Scheme 4 is recommended for the present.
The life of the pump tubing is satisfactory except for the tygon sample line, which tends to harden and requires to be replaced after about ten runs. Emphasis must be placed upon the necessity of applying normal safety precautions when working with corrosive liquids.
It is hoped to publish further details of the method at an early date. In studying iodine metabolism in the rat, the greatest source of error lies in the technique of urine collection. The main obstacle has been contamination of the urine by exogenous iodide from sources such as faeces, foodstuffs, glassware, etc. Many methods have been used in an attempt to overcome this difficulty (Brittain, 1959; Isler, et al., 1958; Kellog, et al., 1954 ; Lazarow, 1954; Albert, 1952; Guest, et al., 1952; Harned, et al., 1949; Rapp, 1946; Acroyd, et al., 1916; Hatai, 1905) , but none of them has been wholly successful. Another source of error is the loss of urine by evaporation and absorption of faeces. In methods where radioactive iodine is used the washing necessary to avoid radioiodine loss results in loss of counting efficiency. A technique has been developed to try to overcome these difficulties and to compare the results obtained with the standard method of Isler, et al., (1958) . The experiments have also been designed to investigate the effects of the procedure on renal function, particularly the ability of the kidney to maintain urinary specific gravity under constant conditions. The possible production of dilation of the ureters has also been studied.
Technique Female rats were anaesthetised by intraperitoneal injection of 1·5 mI. of avertin solution in normal saline, the bladder was emptied by suprapubic pressure (Cororan, 1952) and the urethra ligatured in the following way:-The clitoris was tied with "Ethicon Surgical linen thread, code LR.35, size I u.s.p.," 3-5 mm. from the distal end in order to ensure inclusion of the urethra. The animals were then kept in a metabolic cage for a five hour period, after which they were killed by coal gas. In each animal the bladder neck was exposed and held by a curved artery forceps. The bladder was dissected out and the urine evacuated into an iodine-free bottle.
When the urine was collected in a group of rats by this technique, the mean iodine concentration was found to be 3·98 mg.jrnl, In another matched group, where the urine was collected by the method ofIsler et al. (1958) , the iodide concentration was 11·97 mg.jml., the difference being statistically highly significant. This finding lends support to the validity of this method of urethral ligation for collecting urine for quantitative estimations of iodine.
No ureteral reflux or functional renal change was demonstrated by experiments devised to study these aspects of renal function after urethral ligation covering a five hour period.
The method is simple to perform, requires no specialized equipment, and no pain or discomfort has been observed in the animals. It has the further advantage that, in studies using radioactive iodine, the dilution effect of the washing procedures is avoided, and accurate studies of iodine metabolism are possible in the female rat.
